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[ 5 7] ABSTRACT 
A process for the direct conversion of granular starch 
to levulose comprising mixing a granular starch with 
water, bacterial alpha-amylase, glucoamylase and a 
glucose isomerase derived from Streptomyces albus at a 
temperature of from about 40° to about 70° C. and a 
pH of from about 5.0 to about 7.0 and maintaining the 
starch in essentially granular form until a soluble hy 
drolysate containing levulose is produced, wherein any 
residual insoluble starch is in essentially granular, unge 
latinized form. 

12 Claims, No Drawings 
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PREPARATION OF LEVULOSE FROM GRANULAR 
. STARCII 

The invention of this application relates to the con 
version of starch of levulose, and in particular, to such 
conversion which is effected wholly by enzymes. 

BACKGROUND OF THE INVENTION 

Starch is a polymeric carbohydrate material of very 
high molecular weight. Its monomeric units are termed 
anhydroglucose units, and the complete hydrolysis of 
starch yields dextrose. Dextrose in turn is susceptible of 
isomerization to levulose, either by alkaline or enzyme 
catalysis. The latter is of increasing importance at the 
present time because of recent improvements in the 
conversion of dextrose to levulose by means of enzyme 
catalysis. 
Of all the “sugar” consumed throughout the world, 

sucrose is by far the most commonly used. It is what is 
commonly known as table sugar. It is a remarkably 
stable product and has very good sweetening proper 
ties. It is not entirely without shortcomings, however, 
because at high concentrations it does tend to crystal 
lize and thus adversely affects the texture and appear 
ance of foods in which it is contained. Furthermore, its 
sweetness is said by some to lack depth and fullness. 
Dextrose is an alternative, but dextrose lacks the high 
degree of sweetness which characterizes sucrose. Dex 
trose is generally rated as being about 60 to 80% as 
sweet as sucrose and the price at which dextrose is sold 
is correspondingly lower-than that of sucrose. Like 
sucrose, dextrose tends to crystallize easily. 
Levulose, on the other hand, is even sweeter than 

sucrose, and it does not have the undesirable tendency 
to crystallize readily. 

Unfortunately, levulose does not occur naturally in 
large quantities and its preparation has heretofore been 
dif?cult. lts preparation from sucrose by hydrolysis 
with hydrochloric acid or with the enzyme invertase 
has long been known and this hydrolysis produces so 
called invert sugar, half of which is levulose and the 
other half of which is dextrose. 
The overall conversion of starch to levulose ordinar 

ily involves three principal, separate steps: a thinning of 
the starch, followed by sacchari?cation, followed in 
‘turn by isomerization. Inv the ?rst step, an aqueous 
slurry of starch is heated to gelatinize the starch, and 
simultaneously, treated with an alpha-amylase or acid, 
to convert it to an intermediate hydrolysis product 
having a considerably reduced viscosity with respect to 
that of the original pasted aqueous starch mixture. 
Then, in the second step, this intermediate hydrolysis 
product is sacchari?ed, i.e., converted to dextrose by 
treatment with a saccharifying enzyme, i.e., a glycoa 
mylase. In the third step, this dextrose product is 
treated with a glucose isomerase with the resulting 
formation of a product containing about half dextrose 
and half levulose, or with a base such as sodium hy 
droxide to produce a product containing a maximum of 
about 30% levulose. 
Each of the above steps are carried out under differ 

ent conditions of pH and temperature, so as to optimize 
the efficiency of each step. Thus, it is necessary to 
make signi?cant adjustments in these conditions at the 
conclusion of each step, with the results that the overall 
efficiency of the process is considerably diminished. 
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It is accordingly a'principal object of the present 

invention to provide an improved process for the con 
version of starch to levulose. 

It is another object of the present invention to pro 
vide such’ a process which results in high yields of levu 
lose. 

It is another object of the present invention to pro 
vide such a process which is characterized also be rela 
tively low temperatures. 

It is yet another object of the present invention to 
provide such a process which can be carried out conve 
niently and economically in one step. 

SUMMARY OF THE INVENTION 
These and other objects are accomplished by the 

process of converting starch to levulose comprising 
mixing a granular starch with water, bacterial alpha 
amylase, glycoamylase, and glucose isomerase at a 
temperature of from about 40° to about 70° C below 
the initial gelatinization temperature of thestarch, and 
at a pH of from about 5.0 to about 7.0. Such process 
accomplishes the above objectives largely because of 
the combined synergistic action of the bacterial alpha 
amylase, glucoamylase and glucose isomerase which 
results in efficient production of levulose at a single 
temperature and pH. 
The starch may be any of those ‘commonly available, 

including corn starch, waxy maize, tapioca, potato 
starch, white sweet potato starch, wheat starch, sago, 
sorghum and the like. Waxy and the non-waxy starches 
are suitable. As indicated, the starch is granular. Corn 
grits and other raw materials high in starch content may 
be used satisfactorily. Corn starch is a preferred raw 
material because of its ready availability. 
An important advantage of the process is that it may 

be carried out in an aqueous slurry at relatively high 
concentrations. The solids content of the starch slurry 
generally is within the range of from about 10% to 
about 70%; ordinarily, the solids content will be 
20-50%. Lesser concentrations can of course be used, 
and in general as the concentration is decreased, so is 
the extent of starch solubilization, and thus the yield of 
levulose is increased. As a practical matter, however, it 
is highly desirable inmost instances to use small vol 
umes, i.e., high concentrations of starch. This avoidsor 
at least diminishes the considerable expense of concen 
trating the conversion mixture prior to ultimate separa 
tion of levulose. In some cases, however, the advantage 
of a higher yield maybe suf?cient to outweigh this 
disadvantage, and a concentration of about 10% solids 
would be preferred. ‘ 
The process herein permits the solubilization of 90% 

or more of the starch in a 30-40% aqueous slurry. 
Furthermore, the undissolved starch can be recycled so 
as to improve the overall ef?ciency; i.e., to solubilize 
the previously undissolved starch and thereafter to 
convert it to levulose. An incidental advantage of such 
recycling step is the fact that a significant proportion of 
enzyme activity is thus also recovered. The solubilized 
starch thus obtained has a dextrose equivalent (DB) 
of 90-95. The term “DE.” is used to indicate the re 
ducing sugar content of the isomerized hydrolysate, 
calculated as dextrose, and expressed as percent by 
weight of the dry substance present. ' 
The bacterial alpha-amylase preferably is one which 

is active'at a relatively low pH, i.e., within the range of 
from about 5.0 to about 7.0, and also at relatively low 
temperatures, i.e., below the temperature at which a 
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particular starch gelatinizes. Preferred sources of such 
alpha-amylases include certain speciesof the ‘Bacillus 
microorganism, viz., B. subtilis, B. licheniformiis, B. 
coagulans and B. amyloliquefaciens. Suitable. alpha 
amylases are described in Austrian patent application 
No. 4836/70 and in u. s. Pat. No. 3,697,378. Espe— 
cially suitable amylases are those derived from B. =li 
cheniformis as described in the above Austrian patent 
application. Particularly preferred is that alpha-amy 
lase derived from B. 'licheniformis strain NClB 8061; 
other speci?c microorganisms include B. .licheniformis 
strains NCIB 8059, ATCC 6598, ATCC 6634, ATCC 
8480, ATCC 9945A and ATCC 11945. One such al 
pha-amylase preparation is identi?ed by the trade 
name “THERMAMYL”, available from Novo 
Terapeutisk Laboratorium, Copenhagen, Denmark. 
THERMAMYL is characterized by the following'prop 
erties: 

a. it is thermally stable; 
b. it has a broad range of pH activity; and ' 
c. its activity and heat stability are independent of the 

presence of added calcium ion. ' 
Analysis of a suitable preparation is as follows: 

Dry Substance, % ' 94.6 
Alpha-amylase activity, U/g (as is) 9,124v 
Protein, % d.b. , 21.2 
Ash, % d.b. 64.4 

' Calcium, % d.b. _’ ‘ 49 

Other suitable alpha-amylases include THERMA 
MYL 60 (a liquid) and THERMAMYL 120 (a solid) 
having the following analyses: 

THERMA- THERMAMYL 
MYL . 

_ 60 120 

Dry Substance, % 35.4 98.8 
Alpha-amylase activity, 1,156 2,105 
U/g (as is) i ' 

Protein, % d.b. 26.5 21.2 
Ash, % d.b. 60.1 91.2 
Calcium, % d.b. 0.04 0.72 ' 
Sodium, % d.b. 12.3 . > ' 12.2 1 
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Still other suitable alpha-amylases which are avail 
able include the following: '. 

TABLE I 

Enzyme Y I, . 

Preparation Company Form Activity 

Rhozyme H-39 Rohm & Haas Powder 4,874 p./g 
Takamine HT-1000 Miles Powder 3,760 u/g 
Tenase Miles Liquid 2,043 u/ml 
Dex-Lo MM Wallerstein Liquid 1,213 p-lml 
Novo SP-96 Novo Powder 7,310 p./g 
Novo B, subtilis , Novo Liquid 1,599 p/ml 
Kleistase GM-16 ’ Daiwa Kasai Powder 26,593 p/g 
Kleistase L-l Daiwa Kasai Liquid 1,918.;L/ml 
Rapidase SP-250 Societe Powder 1 1,655 ;.:./g 

“Rapidase" 
France 

The amount of bacterial alpha-amylase to , be ‘used 
ranges from 1.0 to about 25 units per gramo? starch 
(dry basis). The use of larger amounts provides no 
practical advantage; the increased starch solubilization 
which results from the use of morethan 25.,units-per 
gram does not justify the additional cost of enzyme. 
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The alpha-amylase activity of an enzyme is deter 
mined as follows: 
The enzyme is allowed to react with a standard starch 

solution under controlled conditions. Enzyme activity 
is, determined by the extent of starch hydrolysis, as 
re?ected by a decrease in iodine-staining capacity, 
which is measured spectrophotometrically. The unit of 
bacterial alpha-amylase activity is the amount of en 
zyme required to hydrolyze 10 mg. of starch per minute 
under the conditions of the procedure. The method is 
applicable to bacterial alpha-amylases, including indus 
trial preparations, except materials which possess sig 
ni?cant saccharifying activity. 
From 0.3 to 0.5 gram of solid sample or from 0.3 to 

1.0 ml. of a liquid sample is dissolved in a sufficient 
quantity of 0.0025 M aqueous calcium chloride to give 
an enzyme solution containing approximately 0.25 unit 
of activity per ml. 
A mixture of ‘10 ml. of 1% Lintner starch solution, 

equilibrated to .60‘? C, and 1 ml. of the enzyme sample 
to be tested is mixed and held in a 60° C constant tem 
perature bath for exactly 10 minutes. A l-ml. sample is 
removed and added to a mixture of 1 ml. of l M aque 
ous hydrochloric acid and about 50 ml. of distilled 
water. The iodine-staining capacity of such acidi?ed 
sample then is determined by adding 3.0 ml. of 0.05% 
aqueous iodine. solution, diluting to 100 ml. with dis 
tilled water, and mixing well. The absorbance of the 
solution, relative to that of distilled'watenis measured 
at 620 nm, in a 2-cm. cell. A similar measurement is 
made of thestandard starch solution (to which water is 
added instead of the enzyme solution) to provide a 
blank absorbance. I 
The enzyme activity, in units/gram or /ml. is equal to 

(Blank Absorbance — Sample Absorbance) X Dilution Factor X 50 
Blank Absorbance X IO X 10 

The glucoamylase‘ may be any of the well-known 
amylase preparations, particularly those derived from 
members of the Aspergillus genus, the Endomyces 
genus, and the Rhizopus genus. A particularly pre 
ferred glucoamylase is that available from the process 
described. in‘ US. Pat. No. 3,042,584 (Kooi et a1) 
whereby a fungal amylase preparation is freed of unde 
sired transglucosidase activity by treatment in an aque 
ous medium with a clay mineral. The amount of glucoa 
mylase‘ to be used ranges from about 0.1 unit to about 
5.0‘ units per gram‘of starch (dry basis). Preferably, on 
an enzyme cost/performance basis, about 0.25 unit of 
glucoamylase per gram of starch (dry basis) is used. 
Glucoamylase activity units are determined as fol 

lows: 
The substrate is a _l5—l8 D.E. acid hydrolysate of 

corn starch dissolved in water and diluted to 4.0 grams 
of dry substance per 100 ml. of solution. Exactly 50 ml. 
of the solution is pipetted into a 100 ml. volumetric 
?ask. To the ?ask is added 5.0 ml. of 1.0 molar sodium 
acetate-acetic acid buffer-( pH: 4.3 ). The ?ask is placed 
in a water bath at 60° C and after 10 minutes the proper 
amount of the enzyme preparation is added. At exactly 
120 minutes. after addition of the enzyme preparation 
the solution is adjusted to a phenolphthalein end-point 
with one ,normal sodium1 hydroxide. The solution is 
then cooled to room temperature, and diluted to vol 
ume. Areducing sugar value, calculated as dextrose, is 
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determined on the diluted sample and'on a control with 
no enzyme preparation added. glucoam'yla'se activity is 
calculated as follows: \ ‘ 

where > A = glucoamylase activity units per ml. (or per gram) 
of enzyme preparation. A 

S = reducing sugars ‘in enzyme Converted sample, 
grams per 100 ml. ' 

B = reducing ‘sugars in control, grams per 100 ml. _ 
E = amount of enzyme preparation used, ml. .(or 

grams) ’ , 

“S” should not exceed 1.0 grams per 100 ml.v 
The glucose isomerase may be .any such enzyme ca 

pable of converting dextrose to levulose. Many are 
presently known including principally those elaborated 
by microorganisms of the Streptomyces genus. A pre 
ferred species is S. albus Yt-No. 5 (ATCC No. 21,132). 
Others include S. bobiliae, S. fradiae, S. roseochromo 
genes, S. olivacens, S. californicus, S. vinacens, S. vir 
giniae, S. olivochromogenes, and S. phaeochromogenes. 
Glucose isomerases elaborated by microorganismsof 
the Arthrobacter genus likewise are contemplated, e.g., 
A. nov. sp. NRRL B-3724, A. nov. sp..NRRL B-3725, 
A. nov. sp. NRRL B-3726, A. nov. sp. NRRL B-3727. 
and A. nov. sp. NRRL B-3728. So also, glucose isomer 
ases elaborated by microorganism of the Lactobacillus 
genus, e.g., L. brevis, L. mannitopens and L. buchneri. 
Also, Aerobacler cloacae and A. aerogenes. . t i 

The amount of glucose isomerase to be used ranges 
from about 0.1 unit to about 20 units per gram of starch 
(dry basis). In the usual, preferred instance, an amount 
within the range of from about 0.2 to about 2.0 will b 
used. ' 

6 
isomerase unit is de?nedas the amount of enzyme 
activity required to produce one micromole of levulose 
per .minute ,under the isomerization conditions de 

. scribed. . > 

The temperature of the reaction mixtureof the pro 
cess herein should as indicated be from about 40° C to 
about 70° C. Ordinarily, the temperature will be at the 
upper end of this range, consistent with the require 
ment that it be below the temperature at which the 
starch is gelatinized. A particular advantage of the 

' process is the fact that high temperatures are avoided. 
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Glucose isomerase activity units are determined as . 
follows: - ‘ 

The procedure involves making a spectrophotomet 
ric determination of the ketose produced from a glu 
cose solution under a standardized set of conditions. 
The enzyme preparation to be assayed is ?rst diluted 

to contain from 1 to 6 isomerase units per ml. 
A stock solution is prepared as follows: 

‘Component Amount 

0.1 M MgSO(7H,O 1 ml. 
0.01 M CoCl,'6H,O 1 ml. 
I M Phosphate Buffer, pH 7.5 0.5 ml. 
Anhydrous D-glucose ' 1.44 g. 
Distilled Water _ To make up a total volume ' 

of 7.5 ml. 

An enzymatic isomerization is conducted by adding 1 
ml. of the enzyme preparation to 3 ml. of the stock 
solution, then incubating it for 30 minutes at 60° C. At 
the end of this incubation period, a l-ml. aliquot is 
taken and quenched in 9 ml. of 0.5 N perchloric acid. 
The quenched aliquot then is diluted to a total volume 
of 250 ml. As a control, for comparative purposes, the 
procedure is repeated substituting 1 ml. of water for the 
1 ml. of the enzyme preparation in solution form, at the 
beginning of the incubation period. 
The ketose then is determined by a cysteine-sulfuric 

acid method. See Dische et al, J. Biol. Chem. 192, pg. 
583 ( 1951 ). For the purposes of this assay, one glucose 
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This permits a considerable savings in the cost of sup 
plying heat to the process and minimizes the formation 
of color bodies with a subsequent savings in re?ning 
costs. - 

The selection of pH depends upon the particular 
enzymes used in the process. Ideally, the thinning, sac 
charifying and glucose isomerase enzymes would ex 
hibit their optimum activities at about the same pH, but 
as a practical-matter this is unlikely. Glucoamylase is of 
course the saccharifying enzyme and its optimum activ 
ity is in the range of 3.5 - 5.0 pH. Alpha-amylase’s 
optimum activity is at a pH within the range of 5.5 — 7 
and is not suf?ciently active at a pH below 5 to pro 
mote the desired starch solubilization. The glucose 
isomerases generally are most active at still higher pHs, 
e.g., in the order of 7.0 — 9.0. It is thus unexpected to 
?nd that all three of these enzymes will act coopera 
tively at one pl-l, as in fact they do. A suitable pH for 
the purposes of the invention herein is one falling 
within the range of from about 5.0 to about 7.0. 
The hydrolysis mixture should contain magnesium 

and cobalt ions. These may be supplied in the form of 
magnesium sulfate hexahydrate (MgSO4. 6H2O) and 
cobalt chloride heptahydrate (CoCl2.7H2O). The 
amounts of these salts or of other water soluble magne 
sium and cobalt salts, should be such as to provide from 
about 0.005 to about 0.10 moles per liter of magnesium 
and from about 0.0001 to about 0.005 moles per liter 
of cobalt ions. These ions in these concentrations en 
hance the activity of the isomerase and appear not to 
have an adverse affect on the activity of the other en 
zymes. 
Although the calcium ion is known to have a bene? 

cial affect on the activity of alpha-amylases, it is unnec 
essary to add it to the conversion mixtures of this inven 
tion and, in certain preferred instances, it is advisable 
not to add any because it appears to have an adverse 
effect on theactivity of the glucose isomerase and, 
correspondingly, on the ultimate yield of levulose. 
As shown in Example 1, 73% of the starch is solubi 

lized in 18 hours, with a yield of 29.3% (of the solubi 
lized starch) of levulose. At 42 hours, the correspond 
ing ?gures are 81% solubilized starch and 36.3% levu 
lose; and at 67 hours, the corresponding ?gures are 
91% and 38.9%. In Example 2, over 98% of the starch 
is solubilized at 48 hours and 40.7% of this solubilized 
starch has been converted to levulose. 
The invention is illustrated in some detail by the 

following examples which, however, are not to be taken 
as limiting in any respect. 

EXAMPLE 1 

To a 32.7% (18.4 Baume) aqueous suspension of 
granular corn starch there is added 0.01 mole of mag 
nesium ion (as magnesium sulfate hexahydrate) and 
0.001 mole of cobalt ion (as cobaltous chloride hepta 
hydrate) and the pH adjusted at 5.7. Sodium carbonate 
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(a one normal aqueous solution) is added as necessary 
to maintain the pH at this level. The temperature is 
maintained at 60° C and 0.075% (6.8’ activity units per 
gram of starch) of Thermamyl alpha-amylase, 0.1% 
(0.2 activity unit per gram of starch) of glucoamylase 
and 0.8% (0.33 activity units per gram of starch) of 
glucose isomerase (Streptomyces albus YT-5) are _ 
added. The following results were obtained: 

Time (Hours) 18 ' 42 67 

D.S. in Filtrate ' 24% 26.4% 29.8% 
D.E. of Filtrate 93.6% 94.4% 94.1% 
Levulose in Filtrate 29.3%‘ 36.5%* 38.9%* 
Dextrose in Filtrate _ 6296*‘ 57.4%* 53.8%‘ 

‘based on solids 

The soluble fraction is of course the ?ltrate obtained 
upon ?ltration of the conversion mixture. The ?ltration 
proceeds easily because there is no gelatinized starch in 
the conversion mixture. The amount of granular starch 
obtained after the completion of the reaction as above, 
amounted to 4% of the whole. 

EXAMPLE 2 

To a 40.9% (23 Baume) aqueous suspension of gran 
ular corn starch there is added cobalt ion and magne 
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sium ion as in Example 1. The pH is adjusted at 5.7 and ‘ 
maintained at this level throughout the conversion by 
the addition of one normal sodium carbonate solution 
as needed. The temperature is maintained at 60° C and 
0.15% (13.7 - activity units per gram of starch) of 
THERMAMYL alpha-amylase, 0.1% (0.2 activity unit 
per gram of starch) of glucoamylase and 0.8% (0.33 
activity unit per gram of starch) of glucose isomerase 
(Streptomyces albus YT-S) are added. The slurry is 
kept at 60° C for 48 hours, then ?ltered. The ?ltrate is 

’ characterized by the following analytical data: 

D.S. 40.2% 
D.E. 91.5% 
Levulose 40.7%" 
Dextrose 51%‘ 
Ash (% Sulfate d.e.) 0.35% 
Starch Test Negative 

‘based on solids . 

All parts and percentages herein unless otherwise 
expressly stated are by weight. 
While the invention has been described in connec 

tion with speci?c embodiments thereof, it will be un 
derstood that it is capable of further modi?cation, and 
this application is intended to cover any variations, uses 
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or adaptations of the invention following, in general, 
the principles, of the invention and including such de 
partures from the present disclosure; as comejwithin 
known or customary practice in the art to which the 
invention pertains and as may be applied to the essen 
tial features hereinbefore set forth, and as fall within 
the scope of. the invention. 

' > What is claimed is: 

l. A process for the direct conversion of granular 
starch to levulose comprising forming an aqueous 
slurry of granular starch, bacterial alpha-amylase, 
glucoamylase and glucose isomerase derived from 
Streptomyces albus, at a temperature of at least about 
40° C and below the temperature at which the starch‘is 
gelatinized, at a pH of from about 5 to about 7 and 
maintaining the conditions of temperature and pH so 
that the insoluble starch retains its essentially granular 
form while a soluble starch hydrolysate containing 
levulose is produced, 'whereby any residual insoluble 
starch remains in essentially granular, ungelatinized 
form. a - 

2. The process of claim 1, wherein said bacterial 
alpha-amylase is derived from Bacillus licheniformis. 

3. The process of claim 1, wherein the starch is corn 
starch. ’ ~ ' 

4. The process of claim 1, wherein the concentration 
of the ‘starch is from about 10% to about 70%. 

5. The process of claim 1, wherein the amount of 
bacterial alpha-amylase used is such as to provide from 
about 1.0 to about 25 alpha-amylase units of activity 
per gram ‘of dry starch. . 

6. The process of claim 1, wherein the amount of 
glucoamylase used is such to provide from about 0.1 to 
about 5.0 glucoamylase units of activity per gram of dry 
starch. . . 

7. Theprocess of claim 1," wherein the amount. of 
glucose isomerase used, is such as to provide from 0.1 to 
about 20 glucose isomerase units of activity per gram of 
dry starch. _ . 

8. The process of claim 1, wherein the conversion 
mixture is substantially free of calcium ions. 

. 9. The process of claim 1, wherein the glucose isom 
erase is derived from Streptomyces albus YT-5. (ATCC 
No. 21,132) . 

10. The process of claim 1, wherein said bacterial 
alpha-amylase is derived from a Bacillus lichemformis 
strain of the group consisting of NClB 8061, NClB 
8059, ATCC 6598, ATCC 6634, ATCC 8480, ATCC 
9945A and ATCC 11945. 

11. The process of claim 1, wherein 90% or more of 
the starch is solubilized. ' i y 

12. The process of claim 1, wherein the undissolved 
starch is recycled. 

* * * * * 
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